Thymocytes were stained with CD4 and CD8, and analyzed by flow cytometry.
Representative FACS plots are shown. MCC, gp250 and control peptide (Hb) bind to I-E k identically (Supplementary Fig. 3 ).
gp250 or control (Hb) peptide was mixed with MCC as different ratios, from 1:1 to 1:1,000. 100 µM of the peptide mixture was loaded onto 0.2 mg/ml I-E k Ig dimers in dimer loading buffer (pH 5.0, 0.2 M Citrate-PO 4 buffer and 0.05% sodium azide) at 37 o C for 72 hours, followed by neutralization with 1 M pH 9.0 Citrate-PO 4 buffer. Neither gp250 nor Hb homodimers are able to stimulate AND peripheral T cells. In testing different ratios of MCC and gp250 in loading I-E k Ig dimers (1:1 to 1:1,000), the ratios of 1:80 and 1:100 generated the best ratio of MCC:gp250 heterodimers to test co-agonist activity. The co-agonist ability of control peptide (Hb), gp250 (a) or gp250 single substituted peptides shown in Fig. 6 .
